[Abstract] Perturbation of mitochondrial function is a major hallmark of several pathological conditions and ageing, underlining the essential role of fine-tuned mitochondrial activity (Lopez-Otin et al., 2013) .
or co-express mitochondria-targeted GFP (mtGFP) together with the autophagosomal marker
LGG-1 fused with DsRed in body wall muscle cells, on a freshly E. coli (OP50) seeded NGM plate. Use at least three plates for each nematode strain.
2. Incubate the nematodes at the standard temperature of 20 °C.
3. Four days later the plates contain mixed animals population. 3. Gently swirl the plates and allow each drug to spread to the entire surface.
4. Let the plates dry at room temperature.
5. Transfer 2-or 4-day-old of adulthood adult transgenic animals on paraquat-or CCCP-containing plates.
6. Incubate the transgenic animals at 20 °C.
7. Upon two days of exposure to each drug prepare the nematodes for microscopic examination. 4 www.bio-protocol.org/e2215 Mitophagy induction is signified by the reduction of the ratio between pH-sensitive GFP to pHinsensitive DsRed (n = 100; ***P < 0.001; one-way ANOVA). Arrowheads point out intestinal
autofluorescnce. Size bars denote 20 μm. Images were acquired using a 10x objective lens.
Error bars denote SEM values. 6 www.bio-protocol.org/e2215 
Data analysis
1. For each strain or condition, use at least 100 animals or 50 body wall muscle cells to obtain more accurate results.
2. Each assay should be repeated at least three (3) times.
3. Use the Student's t-test with a significance cut-off level of P < 0.05 for comparisons between two groups. 3. Levamisole is a mild anaesthetics and is required to immobilize nematodes. Avoid anaesthetics that could interfere with metabolic processes, such as sodium azide. Sodium azide induces mitochondrial and oxidative stress through inhibition of mitochondrial respiratory chain and perturbation of energy production. Thus, sodium azide is likely to induce mitophagy.
4. Take a toothpick and glue an eyebrow/eyelash hair to the tip of it. Let it dry at room temperature.
Then, use this tool to pick nematodes. Before using the eyebrow/eyelash hair always sterilize it by using 70% of EtOH.
5.
Intestinal autofluorescence increases during ageing in C. elegans. Thus, body wall muscle cells close to the intestine should be avoided during the imaging process. 
